. Biolayer interferometry, simulated annealing omit map, and size exclusion chromatography. (A) Affinity determination for CCM2 LD binding to CCM3 by biolayer interferometry. K d was calculated with one-site saturation binding curve fitting using R equilibrium and CCM3 concentration. Value is determined to be 9.5 ± 2.5 µM. There are a total of 27 data points from three dilution series. (B) A stereoview simulated annealing omit map calculated using Phenix is shown in purple at 1. N and C termini of CCM2 LD peptide are shown. CCM2 is shown in purple, CCM3 in green. (C and D) Size exclusion chromatography (S75 column; GE Healthcare) and SDS-PAGE of elution peak for wild-type CCM3 (C) and CCM3 4KE (D). Chromatographs are representative of five independent purifications of wild-type CCM3 and one purification of CCM3
4KE
. The black line indicates a break in the gel. JCB S2 Figure S2 . qPCR analysis of CCM2 or CCM3 knockdown cells and qPCR analysis and proteasome inhibition of cells overexpressing CCM3. (A) RNA isolated from CCM2 and CCM3 knockdown cell lines was analyzed for CCM2 and CCM3 levels using qPCR. The bar chart represents the relative (vs. shSCR) expression levels once normalized to loading control B2M. Data are mean ± SEM (error bars) from three experiments. (B and C) Exogenous expression of CCM3 leads to decreased CCM3 levels and proteasome-dependent degradation of endogenous protein. (B) RNA isolated from EA.hy926 cells stably expressing either GFP, GFP-CCM3, or GFP-CCM3-4KE was analyzed for endogenous CCM3 using real-time PCR (primers only recognize UTR). Error bars indicate SEM. (C) EA.hy926 cells stably expressing GFP, GFP-CCM3, or GFP-CCM3-4KE were treated with proteasome inhibitor MG132 or DMSO. Lysates from the treated cells were immunoblotted for endogenous CCM3. Citations: CCM3-paxillin interactions (Li et al., 2011) , FAK-paxillin (Gao et al., 2004) , Pyk2-paxillin (Gao et al., 2004) , GIT1-paxillin (Schmalzigaug et al., 2007; Zhang et al., 2008) . SPR, surface plasmon resonance; ITC, isothermal titration calorimetry; NMR, nuclear magnetic resonance; BLI, biolayer interferometry.
Structure and function of the CCM2-CCM3 complex • Draheim et al. Parentheses indicate statistics for the high-resolution shell, brackets indicate statistics for the shell where <I>/<(I)>=3.
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